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en wto (a) (c) <d\ ^ttfr**m&&kvxism~rz>. mmm^mum 

(a) wti mfe^om^nm ^mw^^rna 

(b) (a)<DRNASr=J— Ki"5DNA 

(c) (b) (DDNAtfSJf A£*Lfc^*— 

i^i^-cfes , [i] Kum^mfmm^mm 

[3] — #$gRNAtf*, Ba^J#-^:2^|E^O^E^Jd^SRNA-t?&S, 

[4] wr© (a) ^ (c) <dv ^tit^m^tux^ir^mm^mmnmc. 

(a) WT1»^^O^0^> fcft Mft&RNA^RNA{c:*BM &}ti:ENAb&i£tt n M 
iCRNA 

(b) (a)©riiRNA^- Ki~6DNA 

(c) (b) (DDNA^Jf A&frbfc^*— 

[5] — ^fCRNA^ WTiat^Ote^«>l!:*3»t«E^I#-^: 1 fcfBft<Bifi£E 
[6] — #$gRNAtfS, E^J#-^:2»!:|Eife©4&^E^l36^)&«RNA-e*)«, [4]*fcJ2[ 

[0009] [E|l]thmiR-115 (@S^lJ#-^: 2) tWTl mRNAt£:i8Jt5^<^lft1^(E?lJ##: 1) 
[02]miR-115^i^AZ-521|ffl^^^i-§J^^$IJ^(DgR#W^^^i-H-trfc 
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So 
■So 

[04GmiR-115J!lJ:5WTl^^^®»Si1Iffi!lSr^*t"^K'eab5o 
[|!|5]WTl<D3lifMm{C£«9miR-115^ 

[g|7]miRl 15^^^ WBB^IJ^bfcmiRl 15<Z)GFP^^^^®(Z)^$IJ^i-|l|-t?fe?) 

o 

[ooio] ^Kte, WTiitf5^fe^#i^^i-§w^ciRNA^M-r§o — Jifci&fcW 

^nRNAti. /jN$Jfenon-coding RNAT?. mRNAffi^J^f^fflL-Tit'fe^^l/^V^ 
&3l#fci~RNA£LTiE;t£>tl/CV^o ^^nRNA(miRNA) te N 1993^Amboros^ 
(D^/V— ^^ioT^^^^^^^o Amboros^^, ||&<ZMin-4£l ^Non-coding 
RNA/^li n -14&£l^n-28£l^fifc^<D^£ii^ S'-VTRM^^^ir^tlC^ 

tlSR^^-eW]$lJi-5^<k^^Lfc 0 -^(D^, ^il(DmiRNAiL-C21^^^*§ 
let-7mm^ntc 0 let-7Kmir%m9Zfrbfe, — ffi^miRNA/^ifc^lftmRNA 

[0011] miRNA©56^3fl@i:ailBtt^T©J:5l!l#^.e>^ , rv^o nuRNA3r=— K1~5a&te 

?UT— ^KX^Xpre-miRNAtmttb^>^TJ^/^— ^WmAK'7v"t*yZ/ff£flZ> 
o pre-miRNA«$i^^^^^«i:1S^#:^Jf^bT^^^^i^$^fc^, Dicer (-J; 
oT^nir^v-^^^, J^^bfc^fgttcDmiRNA^^^o J$ikbfcmiRNAte^>v-^ 

®«-^f*miRNP^®c«9iA*^ 0 ^.(DmiRNPm^m^^m^m^^-r^m^} 

mRNAt^^XmmmM^m<t^X.htlX\^ 0 ^fcmiRNA^fplCte, 
mRNAia^lJir^^^Mtt^^, siRNAt\^Xmmir^miRNA^tEir^t^m 

^nx\^ 0 mm^miRNA^mmmw^xvmB^m.^m'r^^z.Mu z.<d 
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[0012] ^m<D^4?vRNAn, mfoxfozwTimm^^m^bffiffifote-^m 
RNA-efe§ 0 ^mmi^f^m^ti^ ub^^m^x^^t^m^ 

*&W<D^?vRNAbmWX&ZWTMBT<Dm^mMk<Dffi&K&\^X^ 

v ^ ftif i^^^^a^ifctvCi ^xh iv > (El 0 
[0013] ^^^CO^-f^nRNA(D^Kj^§WTlitf5^CO^^0^(Z)IS^J^, -^-f^nRNA 

^Mm^^—mtux^ m$m^:i<Dmm&mfz>z-b&x^% 0 m^m^-.KD 
m$m, ^yy°^^mmcomt.x\ wjim^mco r^yy^—Mz^mx^ 

@a^lJ$^:3^^LfcWTlM^^BB^J^^1*^1723^^^1739'fi^#^b 
N ^h^ o 3K>-«^1738^^^1740{iA^#^i-§ o ^*d, ^^K>-«^391^^ 

[0014] ^njfew^sv ^r^, @s^j#-i-: nz.mmcom^mm^wMti-^4^RNAt 

L-CmiR-115^rfflV^c 0 miR-115(D^S@S^J^ BE^iJ#-^-:2^i- 0 miR-115fi, 
Dreyfiissib^ioT, ffij$^>v^ff e IF2C,Gemin3,Gemin4, hMZ.^^%M^ 
#:miRNP(ribonucleaoprotein)^?#^i-§-x'^'^nRNA(D^O^bT(ll^$^fc 0 
Gemin3,Gemin4te, Gemm2,Gemin5tM^M'\^^WM&<^WM^^M 
Survival of Motor Neuron (SMN)^SMNli'^#:^j^i-§^^^^n^ ) tV'CV^ 0 NCBI 
GenBank-C^)miR-115(D#-i-^AF480513 Xfo& 0 

[0015] ^0^(D^^nRNA», wTVAB^mm^mi-^m^^i-^m. ^<d^ 
<m6i&mx&% 0 

[0016] ^0j!(DmiRNA^^3 -UTR^^#ft-r§IE^J(D^SIE^J^S^tlW^^5IE 

^m<DmiRNA^ wTimB^(D^m^}(Dm.mnm^m-m^t^m^ 
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[0017] «|Bj!<DmiRNAte:, ^(D^^m^-^-i-^thX^^ 0 *fc, miRNA^— Ki~ 
[0018] «H^<DmiRNA, f£miRNA^=t— Ki~5DNA, ^DNA^jf A^tbfc^^— f*. il 

~rti&, wnm^m^mmm. ^tcnwTim^^mwrKx^xmmmmmm 
, mmwmm, ttmmftmmm<D$}^&mm,x$% 0 ^mmicx^mm^m 

^m^mLx\^ Q wTi^^^-r^wm^mtLx, ^m^n, tb<D&ikm 
, ±mm, am. %m. mmnm^±^m, -kmm. nm. wvtms. it&zxtfc 
mm, $mm, ^ts, was, *fer±^y^/9^h— ^stf^-rsrws-c 

v mm^ti,x^mt^x.hti^o 
[0019] *»woisi^!i©n»in:*5v vera, m¥±ft&&tizm-&m&m&'r&Lk&-v% 
%o m¥±n&ztizm-&MkLx, Mx-immm&m. mm. m&n. mwm, 
mm. %mm. mmm. mmm. mmm. ^m. mmm. mnm. mwimz 
mm. mmmm^mifhn^K ^.nh^mm^n-r, *<Dmftm<owt&m t g&. 
m*rzz.b&T*%z>o ±mmm(Dmm(Dmmt^xn, Mz.tfmnmtL.xtm. *& 
mm. %m. mm. mmm. mmm. $x-m^±^m, 7^n-^>^j, ^ 
uvbm. ^rm. <<-*hmm, &mnmtLxmtm. ^m, m&m. &mm. m 
mm, K-mmmm&mfbti, mmm-m^xu^m^^M^m^Ltc 
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[0020] sir. *mM*mmmKm^£*)Mcfommwirz 0 t>ow>, «gg«Tfs^ 

[0021] [HJfe^l] microRNA<£>jg#?. 

WT1 mRNACOstop codonjiL^^3'UTR<DE^J^^bniicroRNA^bT'(Sb#55 
fgtt(Dfc§microRNA^'X— ^(NCBI GenBank) #^#^U {Jltt^LT 
microRNA (miR) 115^il$RLfc 0 
[0022] [H#fe#"!j2] micr oRN A<Z) MM 

RNA£r 0 ^M^U— \?XlZ.fcffiL&ffcl,tZo rtl^lOO £t M<D|ftS'CRNAse free 
wateriZLMM^XfrftiU ^.mir^X-80 o CXW^^tlo ^bfcRNA(Dga^J 
?rJ^T^fB"f~o mir— 115: 5' — uga age gga gcu gga a-3' (IS?'J#^-: 2) 
Luciferase AS 5' — ucg aag uau ucc gcg uac guu -3' (SB^'J# : -^:4)o 
[0023] [H#fe$j3] miR-115^£3AZ-52l£HJ3&<Z)ifM]$lJ 

WTljt'fs^^ift^Ji.i-^gastric cancer cell line AZ-521|fflJ3ft^FBS10%'a' 
Dulbecco's Modified Medium (DMEM^Trig^LfCo microRNA^ J^^I&cD&Lfflte; 
, MJ^>^-^rXLfcAZ-521^Jia^l.2xl0 5 cells/2ml^M§^ 6well plate^3^24 
B#P^|£^RNA(final conc.2 n M)^RNAi Fect(QIAGEN)^fflV^T&fflJ§&t£2gAUh 0 %R 

[0024] AZ-52l£BJ!&3TmiR-l 15 (final conc.2 n U)X^Mir^t, ^^^n — /VCORNA"C^SI 
bfci!t^l:b-<^^AZ-521^ajJ^(Z)ii5it^$ljLfc(|E|2) 0 #:^miR-115<D}6Jg£r 

o.5,i.o*Dj:t^2.0M Miz.mx-48mm%±mu miR-n5<DM^mm^m^m^ 

tct^. rO^temiR-l 15(Dmm^^X\ \fc (03) 0 
[0025] [mfe#!j4] miR-115^J;5WTl^>v^<D^?fi}Ii]0J 

±IE^iSF!l3i:^Iil^J:^, hy7 o v-^-rXLfcAZ-521^1.2xl0 5 cells/2mHC|iM^ 
6well plate^t, 24R#5g#^RNAi Feet (QIAGEN)#^T"emiR-115*fc« 
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Luciferase AS (M&2 ix M) -ei2B#Rg&t3Lfc 0 
[0026] rtbfe«OjWJJS^33»tSWTl^^^©5I^SrWestern BlofCftftlfLfCo tM^MJ:? 0 
^>^XbPBS^T2[Hlft#-#, 10 6 cells/100 ju l(Df iJ^-t?Laemmieli's SDS sample 

buffef|£*g#?Uto ^^-?^SrSDS-PAGElClJ:IJ^«lbfe|ftPVDFjRlcHE^. 1% 
gelatin/TBSTWn^dr^i/bfCo ^tb^l^W^anti WT1 C-19 Ab (Santa Curz 
Biotechnology 100:l#f?)*fcf*anti GAPDH Ab (1000:l#f5)<hRlS£-frfd£, ^rtv 
^tb^*J~r§ALP^iH2^#:^J^$^rBCIP/NBT kit {^y^^^m^X 
WT1 ^.U«GAPDH^^^^^t±ibfc: 0 

is^m4^-r 0 miR-i \^M\z.xy)UU^(D^^(Dmwi^^<nu 

[0027] [Hife#!j5] WTl<D$$m^U^£&miR-ll5<D?j)^(D&iim 

miR-115^WTl#MW(-AZ-521fflJi^^M^$lJLTV^§^^5^^#Mi-?)^: 
WTl^r^$lJ^?a$ J frfcAZ-521^J!^^miR-115-e^i ; ab, WTl$£^#flfffl2&;£3r 

?^$'J^?affl^bT, CMV7°d^e— ^— ^#o^^,^<^^— pcDNA3.1 (Invitrogen) 
17AA(+)KTS(+)^#Ab/c<^— pcDNAWTlA(+/+)^{^Mbfc 0 AZ-521 
^HJSS^CO^Afivector 2 ju g£rFugene6 (Roche)^rfflV ^TLipofection Vfc 0 
[0028] AZ-521 m^^, 24R#rHl#^RNA(H-|iS2 ,u M) ^RNAiFect (QIAGEN)^^ 
-ClHI^^^Ab/c 0 24B#^#^pcDNA3.1/WTA( +/+)^c»empty vector 2 g£- 
LipofectionL72B#P» ^•^tt^tb^lBIS^dHIXb^feLfCo £flj«tehy Zf^JX 

[0029] pcDNA3.lAVTA(+/+)^SCAbfcJjWJ!&iC43V ^Tempty vector^ A Wc/M^it 

Kuti ^miR-i i5(Dm^mmmmmmm^tix^ ^ms) 0 r^©^ 

«miR-115^#^^^WTl^^^^(D^^^Ji-6r^^J;i9AZ-521^J^<Dli5a 

[0030] [HJfe#*J6] miR115^S^WIB^J^L/cmiR115(DGFP^^/^^KC0iJpf|flJ 

miRl 15^WTlmRNA(D^^^^ia^J^LTWTl^^N^(D^^^f|jlJL-CV ^ 
S^^fiEPj!i-Sfc^^, GFP^^^^S'jliJi-miRllSO^^WHB^J^Abfc 
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[0031] £i\ W7VMfc^-CDUlk=i\?>±%inm.M 2072nt - 2088nt, IB^g^: 1 )£>IB 
^IJ(miR115(D'(R^WgB^J)^3[lI#«93gi-^-y^DNA , ^c^(D5^0f MM^bfc 
-frfc^^ia^lj (ia^lj#^-: 5) ^5HI#«9^i-^-y^DNA^^rtb-€tbpEGFP-c3 vector 
(BD)<DScaI, EcoRIlMM^AU pEGFP-115TS vector, pEGFP-115mTS vector^ 
«!gUc(E6) 0 

^(D2aS<^^^^-(pEGFP-115TS vector, pEGFP-115mTS) ^JIM^t 
Alw44I^Ti2J$rUJ~T^Ui#, ^i/^hd/Kl/— > 3 ^^TAZ-521 SS^fflflft^ 

^Abfc 0 G4i8&^t?mmnM^2mm^±.mm\^ti^ facs»w^j;«9egfp^ 

Mm^^i-ZM&tik&^tth^thMiLlsfciAGl 15TS, AG1 15mTS) 0 
[0032] 2ffiigCDhuman miRNA, miR-1 15 : 5' -UGAAGCGGAGCUGGAA- 3\ Let7e : 5'- 
UGAGGUAGGAGGUUGUAUAGU -3' ^^5cL(Japan Bio Service), EGFP^^i- 
^BflStt^^fU microRNA^ta^f o^Co microRNAMSte, m 0 well plated 
&BJS&^^\ S 0 2 n M(D^S(DmiR-115, $o£Xf Let7e ^RNAiFect transfection 
reagent ( QIAGEN ) £fflV ^XmAir&Z.tXft~oti 0 24B#^^id0JiS^0i|Xb, 
^y/oy h?fe j; »9EGFP(D^Jai/^/V^^ffb/c 0 

J^T^^^-efTofCo miR-1 15S>^)V>»=3^hn— /V^bT 
^ffib/c Let7e X^Ml^tcm^SDS sample buffer ^#?U ^^SrSDS-PAGE 
^T^fttfL PVDF^^V^^te^b/- 0 l^#:^^LGFP^y^a— ^vl^t#:( 
Santa Cruz Biotechnology) , ^GAPDH^{£(Chemicon)^, 2#:£i#:^ALP 
conjugated antimouse ifiifc (Santa Cruz Biotechnology) £rffll N ~CBCIP-NBT ^r^yhfcl 

[0033] £X±<Dffi^ miR115^ffi4^WIS?lJ (WTlitfH^-(D^lh^K^_h^l7i^^( 2072nt 
- 2088nt )(D3[U#(93SUIS^J^#AbfcGFP^^— ^AZ-521^a^t^^-frfc 
AG115TS^fflJ3a^*5V^-C», miR115MS^J;9GFP^^<D^m;0M&TL/c/^ 
let7e^mX\^GFP^>^(Dmm^m^^^t^h^t^-Dfc 0 miR115«l 
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[0034] *»wiaoT, wTiit^o^m^^W^WJ^Ji-^-^^-e^^^-r^nRNA 
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(b) (a)<DRNASr=J— K*t"5DNA 

(c) (b) <DDNA&ffiA£tlfZ<<?&— 

[2] — ^fCRNA^ WTlit^<Dfe^jg^^53it5E^J##: 1 \Z$tfk<D&&6mK 

[3] -«|RNA^ @a^lj#^- : 2j!l|Eife©4&^E^W^^«RNA-e*)«, ft ^Ijll^fcte 

2fciB#©fflJ&itm8iffifjaj 

M j^t» (a) ^ (c) <o\ ^Tti^^m^tvx^mir^mm^mmm^tcitm 

(a) wjimfc^(Dm^m%> ^^bm^^rna^rna^^m wj&RNA^sr^tf n m 

§|RNA 

(b) (a)©rllRNA^n- Ri~5DNA 

(c) (b) (DDNAj&Sif A&frfc^*— 

[5] — ^rna^s, wTimfc^cDm^mmfctetfzmfm^: i ^ta^^sa^ 

*H*tift-ca>5, ft ^ii4 ^iBtto^Jo 

[6] — ^igRNAdS, SB^IJ^^- : 2fciBft©:^E^ja^ft5RNA-C&5, ft^3g4^fc« 
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